Multi-channel imaging of cellular signaling: interplay of Ca2+ and conventional protein kinase C.
To investigate the coupling between the calcium (Ca(2+)) signal and the conventional protein kinase C alpha (PKCα) translocation, which are both transient processes, a sectioning imaging technique with sufficient scanning speed is required. Here, we describe how to use a Nipkow-disk-based confocal system with an image splitter for two cameras to acquire simultaneously both the Ca(2+) signal and images of PKCα fused to the fluorescent protein DsRed2 in HEK293 cells on ATP stimulation.